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Lactic acid bacteria of the genus lactobacillus. 



(§7) Lactic acid bacteria of the genus Lactobacillus do not exhibit deconjugatlon of bile acids and 
inhibition of nutrient absorption, and exhibit lowering of cholesterol in blood and liver. 
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BACKGROUND OF THE INVENTION 

This invention relates to novel lactic acid bacteria of the genus Lactobacillus. More particularly, it relates 
to novel lactic acid bacteria of the genus Lactobacillus capable of lowering cholesterol in blood and liver without 

5 exhibiting the properties proper to known lactic acid bacteria of the genus Lactobacillus, that is without exhib- 
iting deconjugation of conjugated bile acids, which are believed to raise the risk of cancer of large intestine 
and inhibition of absorption of lipid nutrients, such as essential fatty acids or fat-soluble vitamins. 

There have so far been made a number of reports on the lactic acid bacteria of the genus Lactobacillus 
showing the lowering of cholesterol in blood. For example, it was reported by Grunewald in J. of Food Science 

10 47: pages 2078 to 2079 (1982) that the serum cholesterol level could be significantly decreased (p < 0.05) 
when rats were given feeds containing 10% of fermented milk by Lactobacillus acidophilus for four weeks. It 
was also reported by Gilliland et al. in Applied and Environmental Microbiology 49: pages 377 to 381 (1985) 
that the rise in the serum cholesterol level in pigs fed with high cholesterol feeds could be significantly inhibited 
when feeding the pigs with Lactobacillus acidophilus which was derived from the intestinal tract of the pigs 

15 and which had the ability of growth in the presence of bile acids in vitro and the ability of metabolizing chol- 
esterol. In addition, it was reported by Suzuki et al. in Animal Science and Technology 62 (6): pages 565 to 
571 (1987), that the effect in suppressing the rise in serum cholesterol level was recognized in rats given the 
Lactobacillus acidophilus-fermented milk together with high cholesterol feed for 12 days, and that the lactic 
acid bacteria decreased the absorption of cholesterol micelle from the intestinal tract 

20 On the other hand, bile acids are synthesized in vivo in the liver from cholesterol and are contained in bile. 

They are useful in digestion and absorption of lipids and are usually bound by amido-linkage with glycine or 
taurine to give a conjugation form so as to exist as taurocholic acid or glycocholic acid. If the conjugated bile 
acids are deconjugated in the intestines, they become hardly susceptible to absorption in the lower intestine. 
If the bile acids are converted in the large intestine by enterobacteria into secondary bile acids, they exhibit 

25 harmful carcinogenicity. Gilliland et al. reported in Applied and Environmental Microbiology 33: pages 15 to 
18 (1977) that Lactobacillus acidophilus isolated from human intestinal tract unexceptionally exhibited decon- 
jugation activity of bile acids. 

In keeping up with changes in our daily diet after the European and American type diet and in our living 
style, the heart disease recently has come to rank highly in Japan among the causes of death. While it is en- 

30 couraged to decrease the ingestion of animal fats containing a large quantity of cholesterol that causes arter- 
iosclerosis, to increase chances of bodily exercises in our daily life or to refrain from smoking as danger factors, 
as much as possible, it is usually difficult to change our long nurtured life custom. Although pharmaceuticals 
effective for hyperglycemia have been developed, they are frequently susceptible to dangerous side effects. 
Recently, attention is directed to diet therapy which is effective for less serious cases of hyperglycemia. Under 

35 such situation, there has been desired an ingredient among highly palatable and readily ingestible foods ca- 
pable of preventing hyperglycemia as the main cause of the heart disease. 

Some of the lactic acid bacteria have been reported to decrease the serum cholesterol, as previously dis- 
cussed. Although the detailed operating mechanism is not known, such decrease in serum cholesterol is felt 
to be ascribable to cholesterol adsorption (Bottazzi et al.. Annual Microbiology 36: pages 1 to 6. (1986)). to 

40 adsorption of bile acids, or to deconjugation activity of bile acids such as taurocholic acid or glycocholic acid 
by lactic acid (Gilliland et al. (1977)), However, it has also been pointed out that such bile acid deconjugation 
has a latent risk that free cholic acid is produced to inhibit the cholesterol absorbtion of the conjugated bile 
acids and to inhibit absorption of nutrients such as fats or fat-soluble vitamins (Rambaud et al., Microbiology 
Reviews 12; pages 207 to 220 (1993)). For example, deconjugation of bile acids in the upper part of the small 

45 intestine is clinically well known to produce insufficient lipid absorption and diarrhea (King and Toskes Gas- 
troenterology 76: pages 1035 to 1055 (1979)). In raising the livestock, germ free animals gain body weight 
more significantly than usual animals having enterobacteria (Coats et al., British J. of Nutrition 1_3: pages 205 
to 212. 1959). Suppression of deconjugation activity of bile acids by enterobacteria leads to improved growth 
of animals (Feighner and Dashkevicz. Applied Environmental Microbiology 53: pages 331 to 336 (1987)) so 

50 that the deconjugation activity of bile acids is thought to have a crucial role in digestion and absorption of nu- 
trients. On the other hand, the deconjugated bile acids are hardly re-absorbed in the ileum and hence are liable 
to be transferred to the large intestine where it is converted to secondary bile acids which are promotors of 
cancer. Thus, the deconjugated bile acids are thought to increase the risk of cancer in large intestine (Hill, Mu- 
tation Research 238: pages 313 to 320 (1990)), 

55 However, there lacks up to now a report on means for creati'^g lactic acid bacteria of the genus Lactoba- 

cillus which exhibit the lowering of cholesterol in blood without exhibiting the deconjugation of bile acids and 
the inhibition of absorption of nutrients, or a report on such lactic acid bacteria of the genus Lactobacillus per 
se. 
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SUMMARY OF THE INVENTION 

It is an object of the present Invention to provide novel lactic acid bacteria of the genus Lactobacillus which 
exhibits lowering of cholesterol in blood without exhibiting deconjugation of bile acids, thereby not forming sec- 
5 ondary bile acids and without exhibiting inhibition of nutrient absorption. 

These and other objects of the present invention will become clear from the following description. 

According to the present invention, there is provided lactic acid bacteria of the genus Lactobacillus wherein 
the bacteria do not exhibit deconjugation of bile acids and inhibition of nutrient absorption, and exhibit lowering 
of cholesterol in blood and liver. 

10 

PREFERRED EMBODIMENTS OF THE INVENTION 

The present invention will be explained in more detail hereinbelow. 

The lactic acid bacteria of the genus Lactobacillus according to the present invention is in no way different 

15 from well-known lactic acid bacteria as to bacteriological properties, namely gram positive, rod shape, non- 
mobility, negative catalase, facultative anaerobic properties, optimum growth temperature of 30 to 40°C. no 
growth at 15^*0 and formation of DL-lactic acid, except that the bacteria of the present invention exhibit the 
characteristics different from the well known lactic acid bacteria, that is lowering of cholesterol in blood and 
liver while they do not exhibit deconjugation of bile acids nor inhibition of nutrient absorption. 

20 Such lactic acid bacteria of the genus Lactobacillus according to the present invention preferably belong 

to the Lactobacillus acidophilus and may preferably be enumerated by lactic acid bacteria having the above- 
mentioned properties. Specific examples include Lactobacillus acidophilus CL-92 and Lactobacillus acidophi- 
lus CL-0062 deposited before the NATIONAL INSTITUTE OF BIOSCIENCE AND HUMAN-TECHNOLOGY, 
AGENCY OF INDUSTRIAL SCIENCE AND TECHNOLOGY under the deposit numbers of FERM-P-14205 (In- 

25 ternational Deposit No. BP-4981) and FERM-P-14204 (International Deposit No. BP-4980), respectively. 

The aforementioned Lactobacillus acidophilus CL-92 having the international deposit number of FERM- 
BP-4981 exhibits lowering of cholesterol in blood and liver without exhibiting deconjugation of bile acids and 
inhibition of nutrient absorption, and has the following bacteriological properties: 
Morphological Properties: 

30 1) Morphology, rod shape: 

2) Mobility, none: 

3) Spore formation, none; 

4) Gram stain, positive. 
Physiological Properties: 

35 1) Catalase. negative: 

2) Indole production, negative; 

3) Nitrate reduction, negative: 

4) Resistanse against oxygen, facultative anaerobic: 

5) Growth at 15°C. none; 

■^0 6) Formation of DL-lactic acid from glucose by homolacttc acid fermentation without formation of gases: 

7) Formation of acids from carbohydrates: 
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25 



30 





glucose, (+); 


melibiose, (-); 




lactose, (+); 


raffinose, (+); 


5 


mannose, {+); 


mannitol, (-); 




fructose, {+); 


sorbitol (-); 




galactose, (+); 


esculin (+); 


10 


sucrose. (+); 


salicin, (+): 




arabinose; (-); 


N-acetyl glucosamine, (+); 




maltose, (+); 


amygdalin, (+); 


15 


xylose. (-); 


gentiobiose. (+): 




rhamnose. (-); 


melezitose. (-); 




cellobiose, (+); 


dextrin, (-): 


20 


trehalose, {+); 


starch. (-). 



35 



On the other hand, the aforementioned Lactobacillus acidophilus CL-0062 having the international deposit 
number of FERM-BP-4980 exhibits the following bacteriological properties: 
Morphological Properties; 

1) Morphology, rod shape; 

2) Mobility, none; 

3) Spore formation, none; 

4) Gram stain, positive. 
Physiological Properties; 

1) Catalase. negative; 

2) Indole production, negative; 

3) Nitrate reduction, negative; 

4) Resistanse against oxygen, facultative anaerobic; 

5) Growth at IS^'C, none: 

6) Formation of DL-lactic acid from glucose by homolactic acid fermentation without formation of gases: 

7) Formation of acids from carbohydrates: 



40 



45 



50 



glucose , ( + ) ; 
lactose , ( + ) ; 
mannose , ('♦-); 
f rue tose , ( + ) ; 
galactose, (+); 
sucrose, (■»■); 
a rab i nose , ( - ) ; 
mal tose , { + ) ; 



mel ibiose , ( + ) ; 
raff inose , ( + ) ; 
mann i to 1 , ( - ) ; 
sorbitol, ( - ) ; 
escu 1 in, { + ) ; 
salicin, ( + ) ; 

N-acetyl glucosamine, (^)\ 
amygdalin, (+); 



55 
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xylose, (-); gentiobiose, (+); 

rhamnose, (-); melezitose, (-); 

5 

cell.obiose, { + ); dextrin, ( + ); 

trehalose, (+); starch, (-}. 

10 The lactic acid bacteria of the genus Lactobacillus according to the present invention is obtained, e.g. by 

screening by the following tests (1) to (6). 

(1) Isolation/ Identification Test 

15 A test substance containing lactic acid bacteria, such as fresh human feces, is cultivated and the resulting 

colonies are observed under a microscope by gram staining and identified as being gram-positive rod-shaped 
lactic acid bacteria. The strains identified as being of the genus Lactobacillus, such as Lactobacillus acido- 
philus are isolated by tests for checking acid formation from carbohydrates, optical activity with respect to lactic 
acid, growth at 15°C, gas formation or negative catalase. 



20 



(2) Cholesterol Adsorption Test 



The lactic acid strains are cultured and collected by centrifugal separation. The collected bacteria are dis- 
persed in a phosphoric acid buffer admixed with a cholesterol source, e.g., PPLO (BACT PPLO SERUM FRAC- 
25 TION) prepared by DIFCO LABORATORIES, and incubated. The cholesterol concentration of the supernatant 
resulting from centrifugal separation is measured and the percentage of cholesterol adsorbed by the lactic 
acid bacteria Is determined in order to select the strains having the cholesterol adsorption percentage in excess 
of 20%. 



30 (3) Bile Acid Adsorption Test 



The lactic acid strains are freeze-dried, dispersed in a phosphoric acid buffer containing taurocholic acid 
and incubated. The bile acid concentration of the supernatant produced by centrifugal separation is measured 
and the percentage of the bile acids adsorbed by the lactic acid bacteria is determined for each strain in order 
35 to select and separate the strains having bile acid adsorption percentages of not lower than 50%. 



(4) Test on Deconjugation of Bile Acids 



The selected bacteria strains are cultured and centrif uged to produce bacteria which are then re-dispersed 
•*o in a phosphoric acid buffer of the same volume containing taurocholic acid or glycocholic acid as that of the 
culture liquid and incubated. The bacteria are then removed by centrifugal separation and the supernatant is 
analyzed by a silica gel G thin layer chromatography or the like in order to measure the amount of formation 
of cholic acid. Such analysis may be conducted by coloration with a coloring agent using a 2:1:1:1 solution of 
isooctane: isopropyl ether: glacial acetic acid:, isopropanol as a developing solvent. Those bacteria strains in 
45 which no spot was observed at the cholic acid position are selected. 

The lactic acid bacteria through the above in vitro screening are then subjected to animal teats (5) and 

(6). 



(5) Test on Serum and Liver Cholesterol 

50 

Test groups of animals under test, such as SD rats, are inoculated with strains of lactic acid bacteria se- 
lected by the in vitro tests up to (4) above and containing cholesterol and sodium chelate, and are fed by free 
ingestion with purified diet containing freeze-dried powders of cultured fermented milk. The control groups of 
the animals are fed ad libitum with purified diet containing the same amount of cholesterol and sodium chelate 
55 as that for the test groups and also containing non-fermented skim milk powders. The animals thus fed for 10 
days are dissected and blood is sampled from the caudal abdominal large vein while at the same time the livers 
are taken out in order to measure the cholesterol in serum and in liver. The bacteria strains with the grater low- 
ering ability in cholesterol are selected. 
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(6) Growth Test on Animals by Administration of Fermented Milk with Lactic Acid Bacteria 

Test groups of animals under test, such as SD rats, are inoculated with lactic acid bacteria containing chol- 
esterol and sodium cholate. as selected at (5), and are given purified diet containing freeze-dried powders of 
5 cultured fermented milk ad libitum. The control groups were given purified diet containing non-fermented skim 
milk powder and the same amounts of cholesterol and sodium cholate as those for the test groups for free 
ingestion. The animals are kept for 30 days and the amounts of feed and the gain in body weight are measured. 
Those lactic acid bacteria which show no difference in body weight or the feed efficiency nor inhibition of nu- 
trient absorption are selected and separated. 

10 By performing the screening of (1) to (6), the desired lactic acid bacteria of the genus Lactobacillus showing 

the lowering of the cholesterol in blood and liver without exhibiting deconjugation of bile acids or inhibition of 
nutrient absorption can be obtained. For improving operability and strain selectivity, the screening of (1 ) to (6) 
may preferably be carried out In this sequence with or without sequence inversion for (2) and (3). 

Using the lactic acid bacteria of the genus Lactobacillus according to the present Invention, a starting milk 

15 material such as milk or skim milk may be fermented preferably at 15 to 45*C and more preferably 30 to 40-C 
preferably at 10 to 30 hours and more preferably for 15 to 25 hours to prepare fermented milk and suitably 
admixed with sugar, a sour agent and flavors in order to prepare a milk product, such as fermented milk, yogurt, 
lactic acid beverages or acidophilus milk. Alternatively, the fermented milk may be frjeeze-drled to give powder. 
Still alternatively, the powder may be compacted to obtain tablets and orally administered. Lactic acid bacteria 

20 for dairy, such as Bifidus bacteria, Lactobacillus bulgaricus or Streptococcus thermophilus. may also be used 
in combination, whenever the occasion may demand. 

The desired effect in lowering cholesterol in blood and liver may be obtained by ingestion preferably of 10^ 
to 10" and more preferably 10« to 10" per day in the case of an adult subject in terms of the number of lactic 
acid bacteria of the genus Lactobacillus of the present invention to be contained in food, beverage or feed. 

25 The lactic acid bacteria of the genus Lactobacillus according to the present invention are novel bacteria 

having the properties not present in the well known lactic acid bacteria of the genus Lactobacillus. When the 
bacteria are ingested as viable bacteria, there is no risk of producing harmful secondary bile acids since the 
bacteria do not exhibit deconjugation of bile acids. In addition, while the well known lactic acid bacteria usually 
inhibit cholesterol absorption and hence produce inhibition of lipid nutrients, the lactic acid bacteria of the genus 

30 Lactobacillus of the present invention exhibit only inhibition of cholesterol absorption, and lowering of choles- 
terol in blood and liver without exhibiting the inhibition of nutrient absorption. Thus, the lactic acid bacteria of 
the genus Lactobacillus of the present invention may be utilized for food or beverages, such as dairy products, 
or feed for livestock, 

35 EXAMPLES OF THE INVENTION 

The present invention will be explained with reference to Examples and Referential Examples which are 
herein given only by way of illustration and are not intended for limiting the invention. 

■*o Example 1 

The screening by the following tests (1) to (6) was carried out in this sequence in order to isolate the tar- 
geted lactic acid bacteria of the genus Lactobacillus. 

45 (1) Isolation and Identification of Lactic Acid Bacteria of the genus Lactobacillus 

1 g of fresh feces of a healthy human subject was diluted with an anaerobic liquid diluent at a suitable di- 
lution ratio and spread on an LSB flat plate agar medium prepared by BBL MICROBIOLOGY SYSTEMS. The 
spread mass was cultivated under a slightly aerobic condition at 37°C for 48 hours. The resulting white-colored 
50 colonies were observed under a microscope with gram stain and identified as being lactic acid bacteria. The 
strains identified as Lactobacillus acidophilus were isolated by check tests as to the acid formation from car- 
bohydrates, optical properties with respect to lactic acid, growth at 1 5^C. gas formation and negative catatase. 

(2) Cholesterol Adsorption Test 

55 

The strains of lactic acid bacteria were inoculated on an MRS broth admixed with 0,2% sodium thioglyco- 
cholate, manufactured by DIFCO LABORATORIES, and cultured at 37°C for 24 hours. The resulting cultured 
mass was centrifuged at 5000 rpm for ten minutes. The bacteria were collected and admixed with 0.6 ml of 
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PPLO (8ACT PPLO SERUM FRACTION manufactured by DIFCO LABORATORIES), The resulting mixture 
was dispersed in 3 ml in sum total of 0.1 M phosphoric acid buffer containing 1% of Oxgall (BACTO OXGALL) 
manufactured by DIFCO LABORATORIES. After incubation continuing for three hours, the cholesterol con- 
centration of the supernatant resulting from centrifugation was measured and the percentage of cholesterol 
5 adsorbed by the lactic acid bacteria was determined. Almost all of the strains showed the cholesterol adsorp- 
tion. The strains showing the cholesterol adsorption of 20% or higher, differing from one strain to another, were 
. selected. 



(3) Bile Acid Adsorption Test 

10 

2.5 mg of the lactic acid bacteria obtained in (2), which were freeze-dried, were dispersed in a 0.2 M phos- 
phoric acid buffer containing 0.4 mg of taurocholic acid (pH 7.2) and were incubated at 37^*0 for 1 8 hours. The 
bile acid concentration of the supernatant resulting from centrifugal separation was measured and the ratio 
in percentage of bile acids adsorbed by the lactic acid bacteria was determined. Almost all of the strains showed 
15 cholesterol adsorption. The strains showing the cholesterol adsorption of 50% or higher, differing from one 
strain to another, were selected. 



(4) Test on Deconjugation of Bile Acids 



20 The strains of lactic acid bacteria obtained in (3). were cultured on an MRS broth at 37°C for 16 hours. 

The resulting cultured mass was centrif uged at 5000 rpm for 20 minutes. The bacteria recovered from the cen- 
trifugal separation were dispersed in the same volume as the culture liquid, using a 1 M phosphoric acid buffer 
(pH 7.2) containing 10 ml of taurocholic acid or glycocholic acid and were incubated at 37°C for 2 hours. The 
supernatant resulting from centrifugal separation at 5000 rpm for 20 minutes for removing the bacteria was 

25 analyzed with a silica gei G thin layer chromatography. After development for one hour using a developing sol- 
vent (2:1:1:1 solution of isooctane: isopropyl ether: glacial acetic acid: isopropanol), the supernatant was 
sprayed with a colorant (1:100:2 solution of anisaldehyde: glacial acetic acid; concentrated sulfuric acid) and 
colored by heating at 125''C for ten minutes. Analyses were conducted on the strains of CL-92. CL-0062, CL- 
82. CL-89. CL-68, CA-463, CL-132 and CP-855 of the Lactobacillus acidophilus, as selected at (3). Since It 

30 was found that the strains of CL-92. CL-0062. CL-82 and CL-89 of Lactobacillus acidophilus did not deconju- 
gate bile acids nor produce free cholic acid, these four strains were selected and separated. Thee results are 
shown in Table 1. 



Table 1 



35 



40 



45 



50 



Deconjugation of bile acids 



Deconjugation of bile acids 



Taurocholic acid 



Glycocholic acid 



1 

CL-92 i (-) 


1 

(-) ; 


1 

;'CL.0062 i (.) 1 (-) ; 


CL-82 ! (-) 


(-) 


CL-89 


(-) 


(-) 


CL-68 


(+) 


(+) 


CA-463 


(+) 


(+) 


CL-132 


(+) 


(+) 


CP-855 


(+) 


(+) 



55 After the above-mentioned in vitro screening, the following screening was conducted by the following tests 

on animals. 

(5) Test groups and control groups, each consisting of five male SD rats, four weeks of age, were used. 1 0% 
reconstituted skim milk containing 0.5% of cholesterol and 0.12% of sodium chelate, were pasteurized by heat- 
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ing at 95*C for 20 minutes and inoculated with four Lactobacillus acidophilus strains selected at (4), and the 
resulting mass was cultured at 37°C for 1 6 hours to give fermented milk. Purified diet containing 20% of f reeze- 
dried powder of the fermented milk were prepared and given the test groups ad libitum. Each of the feeds con- 
tained 2.0 X 10® viable lactic acid bacteria. The control group animals were given purified diet containing the 

5 same amounts of cholesterol and sodium chelate and 20% of non-fermented skim milk powder. The test and 
control groups were kept for ten days and dissected. Blood was sampled from the hind cava of the abdomen, 
while the livers were also taken out in order to measure the cholesterol in serum and in liver. 

The Lactobacillus acidophilus CL-92 and CL-0062 significantly suppressed cholesterol increase as com- 
pared to the control groups (p < 0.05), as shown in Table 2. Simultaneously, with the Lactobacillus acidophilus 

10 CL-92 and CL-0062. the arteriosclerosis index indicated by (TC-HDL)/HDL: [(total cholesterol) - (HDL choles- 
terol)]/ (HDL cholesterol) was lower than that of the control groups, thus showing the therapeutic effects for 
high cholesterol diseases and to resistance against the arteriosclerosis. Consequently, these two strains were 
selected. With the CL-82 and CL-89 strains of the Lactobacillus acidophilus, the effect in suppressing increase 
in cholesterol as compared to that of the control groups was not noticed. The results are shown in Tables 2 

15 and 3. 





Table 2 






20 


Inhibition of cholesterol 


i nc rease 






Section Serum cholesterol value 

mg/dl 


after 10 days 
Control group 


<TC-HDL) 
/HDL 


25 


Control group 250 ± 31 
Strains inhibiting cholesterol increase 


(100) 


3.48 


30 


CL-92 192 + 33* 
CL-0062 163 t 32* 
Strains not inhibiting chotesterol increase 


(79) 
(67) 


1.14 
1.44 


35 


CL-82 265 t 56 


(106) 


2.08 




CL-89 297 t 81 


(119) 


3.54 



* : p < 0 . 0 5 



40 

Table 3 

I " ~ " ■ ■ - ■■ 

Lowering of liver cholesterol 



50 



Section 


Liver weight 


Cholesterol concentration 


Liver cholesterol 




(g) 


(mg/g) 


(mg/liver) 


Perrent relative to control 
group 


Control 


15,2 ± 1.1 


38.6 ±3.7 


585.5 ±44.6 


(100) 


CL-92 


15.1 ± 1.4 


36.8 ±2.9 


555.2 ± 32.7 


(94) 


CL-0062 


15.2±1.1 


36.4 ± 3.4 


548.2 ±60.1 


(94) 



55 It was seen from the results of Table 3 that cholesterol accumulated in liver tends to be lowered in the test 

groups as compared to that in the control groups. 

(6) Ten male SD rats were divided into two groups, namely a test group and a control group. The test group 
was fed ad libitum with purified diet containing 20% of f reeze-dried powder of fermented milk produced by pas- 
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teurizing 10% reconstituted skim milk containing 0.5% of cholesterol and 0,12% of sodium chelate at 95' for 
20 minutes, inoculating the skim milk with Lactobacillus acidophilus CL-92 and CL-0062 and culturing the re- 
sulting inoculated strains at 37'*C for 1 6 hours. The diet for each animal contained 2.0x10^ lactic acid bacteria. 
The control group was fed ad libitum with purified diet containing the same amounts of cholesterol and sodium 
5 chelate and 20% of non-fermented skim milk. The two groups were kept for 30 days and the amounts of diets 
and the gain in body weight during the test period were measured. It was seen that no significant difference 
was noticed in the gain in the body weight or the feed efficiency while no inhibition of nutrient absorption by 
administration of the fermented milk containing lactic acid bacteria was noticed, as shown in Table 4. The re- 
sults are shown in Table 4. 

10 

Table 4 



Influence on growth of rat administered with lactic acid bacteria-fermented milk 



Section 


Body weight 
upon starting (g) 


Body weight Increased body 
after 30 days (g) i weight (g) 


Amount 
ingested (g) 


Feed efficiency {%) ' 


Control 


100.5±1.6 


347.4±14.9 !246.9i:10.2 


588.1±26.6 


0.420±0.01 


CL-92 


100.2±1.7 


350.7±16.1 250.5±11.3 


rs 

598.5±30.7 


0.419+0.01 \ 


CL-0062 


100.0±1.5 


353.9±19.1 j253.9±16.3 


601.5±35.2 


0.422±0.01 



Comparative Example 1 

Experiments similar to those in (4), (5) and (6) of Example 1 were conducted on the well known acidophilus 
JCM-1132. It was seen from these experiments that, although the effect in suppressing cholesterol increase 
as compared to the control group was noticed, deconjugation of bile acids and inhibition of nutrient absorption 
were simultaneously noticed. 

Referential Example 1 



100 g of 10 wt% reconstituted skim milk were pasteurized in an autoclave at 115°C for 20 minutes, and 
the resulting mass was lowered in temperature to 40°C and inoculated with 3 wt% of a subcultured starter of 
Lactobacillus acidophilus CL-92 (FERM-BP-4981). The resulting mass was cultured at 37°C for 18 hours so 
as to be used as a mother starter of the L. acidophilus. On the other hand, 100 g of 10 wt% reconstituted skim 
milk were pasteurized in an autoclave at HS^'C for 20 minutes, and the resulting mass was lowered in temper- 
ature to 40°C and inoculated with 3 wt% of a subcultured starter of Lactobacillus helveticus ATCC 1 5009. The 
resulting mass was cultured at 37'C for 18 hours so as to be used as a mother starter of the L. helveticus. 

100 g of 15 wt% reconstituted skim milk was pasteurized at a temperature of 92*'C and the temperature 
was then lowered to 32**C- The resulting mass was inoculated with 3 wt% of the mother starter of the L. acid- 
ophilus and 0.25 wt% of the mother starter of the L. helveticus and the resulting mass was cultured at 32-C 
for 20 hours so as to be used as a bulk starter. 

200 g of 15 wt% reconstituted skim milk was pasteurized at a temperature of 92±2''C and the temperature 
was then lowered to 32''C. The resulting mass was inoculated with 1 wt% of the above bulk starter and cultured 
at 32'*C for 15 to 18 hours so as to give fermented milk. 

150 g of granulated sugar, 150 g of liquid sugar. 250 g of a pectin solution dissolved in 3 wt% of hot purified 
water at 60°C or higher and 1500 g of purified water were added to the fermented milk and dissolved therein 
and agitated. 5 g of 50% lactic acid and 3 g of concocted flavors were added to the resulting mixture and agi- 
tated to give a mixed solution as a starting solution. The starting solution was pasteurized at 92°C and sub- 
sequently cooled to 5°C or lower, after which 200 g of the fermented milk was added and mixed in a germ- 
free manner. The resulting product was homogenized by a homogenizer (Model 15 15MR-8 TBA, manufactured 
by APV GAULIN INC.) at a pressure of 150 kg/cm^. About 2 kg of lactic acid beverage was produced. 

Referential Example 2 

10 wt% reconstituted skim milk was pasteurized in an autoclave at 115*^0 for 20 minutes, and the resulting 
mass was lowered in temperature to 40''C and inoculated with 1 wt% of a subcultured starter of Lactobacillus 
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delbrueckii bulgaricus ATCC 11842. The resulting mass was cultured at 37°C for 18 hours so as to be used 
as a mother starter of the L. delbrueckii bulgaricus. On the other hand. 10 wt% reconstituted skim milk was 
pasteurized In an autoclave at 115°C for 20 minutes, and the resulting mass was lowered in temperature to 
40''C and inoculated with 1 wt% of a subcultured starter of the Streptococcus thermophilus DSM 20479, The 

5 resulting mass was cultured at 37°C for 18 hours so as to be used as a mother starter of S. thermophilus, 10 
wt% reconstituted skim milk was pasteurized at 115°C for 20 minutes in an autoclave and lowered in temper- 
ature to 40°C. The resulting mass was inoculated with 3 wt% of a subcultured starter of Lactobacillus acido- 
philus CL-0062 (FERM-BP-4980) and the resulting product was cultured at 37'*C for 1 8 hours so as to be used 
as a mother starter for L. acidophilus. 

10 10 wt% reconstituted skim milk was pasteurized at 92°C and subsequently lowered in temperature to 45 'C. 

The resulting mass was inoculated with 1 wt% of the mother starter of L delbruedkii bulgaricus and 2 wt% of 
the mother starter of S. thermophilus and cultured at 42°C for four hours in order to be used as a yogurt bulk 
starter. 1 0 wt% reconstituted skim milk was pasteurized at 92°C and was lowered in temperature to 40°C. The 
resulting product was inoculated with 3 wt% of the mother starter of L. acidophilus and the resulting mass was 

15 cultured at 37°C for 1 8 hours so as to be used as a bulk starter for L, acidophilus. 

150 g of skim milk powders and 50 g of whole milk powders were mixed together, and dissolved and agi- 
tated with 800 g of purified water. The resulting solution was pasteurized at 92°C and the temperature was 
lowered to 30°C, after which 0,5 wt% of the yogurt bulk starter and 5 wt% of the bulk starter of L. acidophilus 
were added to the solution and cultured for 18 hours so as to give fermented milk. 

20 1 50 g of granulated sugar and 6 g of pectin were mixed and dissolved in 850 g of hot purified water at 60° 

to SO'C while being agitated. 3 g of concocted flavors were added and dissolved in the resulting solution and 
pasteurized at 92°C so as to be used as a starting solution. 

The starting solution was cooled to 10°C or lower and admixed aseptically with 1000 g of the fermented 
milk. The resulting mixture was homogenized at a pressure of 150 g/ cm^ by a homogenizer (Model 15 15MR- 

25 8 TBA, manufactured by APV GAULIN INC.). About 2 kg of yogurt drink was produced. 

Claims 

30 1. Lactic acid bacteria of the genus Lactobacillus wherein said bacteria do not exhibit deconjugation of bile 
acids and inhibition of nutrient absorption, and exhibit lowering of cholesterol in blood and liver. 

2. The lactic acid bacteria of the genus Lactobacillus as claimed in claim 1 wherein the lactic acid bacteria 
of the genus Lactobacillus belong to Lactobacillus acidophilus. 

35 

3. The lactic acid bacteria of the genus Lactobacillus as claimed in claim 1 wherein the lactic acid bacteria 
of the genus Lactobacillus are Lactobacillus acidophilus CL-92 (FERM-P-14205) (BP-4981). 

4. The tactic acid bacteria of the genus Lactobacillus as claimed in claim 1 wherein the tactic acid bacteria 
40 of the genus Lactobacillus is Lactobacillus acidophilus CL-0062 (FERM-P-14204) (BP-4980). 

5. The lactic acid bacteria of the genus Lactobacillus as claimed in claim 3 wherein said Lactobacillus acid- 
ophilus CL-92 (FERM-P-14205) (BP-4981) has the following bacteriological properties: 

Morphological properties; 
45 1) Morphology, rod shape; 

2) Mobility, none; 

3) Spore formation, none; 

4) Gram stain, positive; 

Physiological properties: 
50 1) Catatase. negative; 

2) Indole production, negative; 

3) Nitrate reduction, negative; 

4) Resistanse against oxygen, facultative anaerobic; 

5) Growth at 15'C, none; 

55 6) Formation of DL-lactic acid from glucose by homolactic 'ermentation without formation of gases; 

7) Formation of acids from carbohydrates; 
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glucose, (+); 


meliblose, {-); 


lactose. (+); 


raffinose, (+): 


mannose, (+); 


mannitol, (-); 


fructose, (+); 


sorbitol, (-); 


galactose, (+); 


esculln, (+); 


sucrose, (+); 


salicin, (+); 


arabinose, (-); 


N-acetyl glucosamine, (+); 


maltose, (+); 


amygdalin, (+); 


xylose, (-); 

i 


gentiobiose. (+); 


rhamnose, (-); 


melezitose, (-); 


1 

cellobiose, (+); 


dextrin, (-): 


trehalose, (+); \ 


starch, (-). 



The lactic acid bacteria of the genus Lactobacillus as claimed in claim 4 wherein said Lactobacillus acid 
ophilus CL-0062 (FERM-P-14204) (BP-4980) has the following bacteriological properties: 
Morphological Properties; 

1) Morphology, rod shape; 

2) Mobility, none; 

3) Spore formation, none; 

4) Gram stain, positive. 

Physiological Properties: 

1) Catalase, negative: 

2) Indole production, negative; 

3) Nitrate reduction, negative: 

4) Resistanse against oxygen, facultative anaerobic; 

5) Growth at 15^C. none: 

6) Formation of DL-lactic acid from glucose by homolactic fermentation without formation of gases: 

7) Formation of acids from carbohydrates: 



glucose , { ^ ] \ 


melibiose, (+); 


lac t ose , ( + ) ; 


raff inose , ( + ) ; 


mannose , ( +• ) ; 


mann i t o L , ( - ) ; 


fructose, (+); 


sorbitol, (-); 


galac Lose , ( + ) ; 


esculin, (+); 


sue rose , ( + ) ; 


salicin, (+); 


arabinose, (-); 


N-acetyl glucosamine, {+); 


ma 1 tosc , ( + ) ; 


amygdalin, (+); 


X >• 1 o s e , ( - ) ; 


gentiobiose, (+); 


rhamnose , ( - ) ; 


melezitose, ( - ) ; 



11 



10 



15 



20 



25 



30 



35 



40 



45 



50 



55 



EP0 671 468 A1 



cellobiose, (f); dextrin, {+); 
trehalose, (+); starch, (-). 



12 



BP 0 671 468 A1 




European Patent 
Office 



EUROPEAN SEARCH REPORT 



Appjicatioo Nunbtf 

EP 95 30 1536 



DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 



Citadoo of doauDcat with tiidicadoo, where appropriate, 
of rrtevant pastaf ts 



Relevant 
(o daiiD 



QjiSSinCATlON OF THE 
APPUCATION (Int.CL6) 



WO-A-93 05161 (NEDERLANOSE ORG TOEGEPAST 
;UNIVERSITEIT GENT (BE)) 18 March 1993 



1 



page 2, line 10 - line 26 

page 3, 1 ine 20 - page 4, 

page 5, 1 ine 14 - line 19 

page 6, line 5 - line 20 * 

page 7, line 26 - page 8» line 



1 ine 



C12N1/20 

//(C12N1/20, 
C12R1:225). 
(C12N1/20, 
C12R1:23) 



11 



J. DAIRY SCI. (1993). 76(4), 956-61 CODEN 
JDSCAE;ISSN: 0022-0302, 
1993 

WALKER, DEREK K. ET AL 'Relationships 
among bile tolerance, bile salt 
deconjugation, and assimilation of 
cholesterol by Lactobacillus acidophilus' 

* abstract * 

* page 956, left column, paragraph 1 - 
right column, paragraph 3 * 



1.2 



The present scvch report has bcva up for ail daims 



TECHNICAL FIELDS 
SEARCHED anl.a.6) 



C12R 
C12N 



PItM Cf I 

THE HAGUE 



8 June 1995 



Montero Lopez, B 



CATEGORY OF QTED DOCUMENTS 



X 
Y 



pardoiJaHy rdtvaoi if Xtkta iloat 
partlailariy rtltvut if oombincd with ino(h« 
docunent of th« siat catvgofy 
A : technotoglcsi bactiL|;rounrf 
O : M)ii*wnttcn ^Isdonirt 
P : lDteni«rftat« iocuaeni 



T : th«or> or ^hnoplc ua^criytag !lic iAv«ntton 
E : earil«f patoit document, bat published oo^ or 

tft« ihfl fillDK datt 
D ; docucBOt dt«d in tb< typllcatloD 
L : docunait dtcd for oth«r rcuoos 

A : nmbcr of tht same pitent fuiiiy, CDrrcspoodlng 
docuBcnl 



13 



